Japan 28, 517 (1954) . 2) K. Aida, T. Kojima and T. Asai, J. Gen. App!. Micro biol., 1, 18 (1955) One of these substances of positive ferric chloride reaction was isolated as crystals and was found to be a new substance, which was named rubiginol.Its chemical properties were studied and its composi tion was concluded to be 3,5-dihydroxy 1,4-pyrone 3),4) In order to separate the organic acids formed, the fermentation broth of Gluconoacetobacter liquefaciens was subjected to ether extraction after 3) K. Aida, J. Agr. Chem. Soc. Japan, 28, 523 (1954) . 4) K. Aida, J. Gen. Appi Microbiol., 1, 30 (1955) .
-97 - being decationized with oxalic acid and cation exchange resin (cf. the previous paper1),2). As seen in Fig. 1 , three substances of positive ferric chloride reaction were extracted with ether. After 50 hours' extraction, the extracted part was evaporated and while kept in a refrigerator overnight there separated out crystal [II] with a small amount of crystal [III] . Ether extract Fig. 2 . The 48 plates counter current distribution of crystal [III] and [IV] which was carried out, using ethylacetate and water as the solvents system. ion was further continued for several days, the above mentioned procedure was repeated again, and there separated out a mixture of crystal [III] and crystal [IV] with a small amount of crystal [II] . Crystal [IV] was most difficult to be extracted, and remained in unextracted part for a long time. As reported in the previous paper3),4), rubiginol has phenolic OH groups but no carboxyl group, while other two substances have a carboxyl group. Accordingly, rubiginol was separated from others by ether extraction after dissolving a mixture of them in sodium bicarbonate solution. The other two substances were so similar in their chemical properties that it was not easy to separate them each other. Crystal [III] and [IV] was subjected to 48 plates counter current distribution5),6), using ethylacetate and water as the solvents system. Result is shown in Fig. 2 . Distribution coeffi cient (K) of crystal [III] and [IV] calculated were ca. 0.217 and 0.614, respectively. From this result, it was found that the mixture of these two substances would be capable to be separated each other. One litre separate funnels were used for counter current distribution, and the solvent of the plates was evaporated after the purity was checked by paper chromatography. Crystals [III] and [IV] were obtained free from each other by repeating this procedure. The yields of these three substances were low. From 140 g of 5) S.W. Liebermann, J. Biol. Chem., 173, 63 (1948) . 6) Y. Sumiki, J. of Antibiotics (Japan) 2, 400 (1949) . suggest the possibility of these compound to be the intermediates of r-pyrone ring formation by this bacteria. Recently, Ikeda22) confirmed the formation of glu coson from fructose as the intermediate product of bacterial kojic acid fermenta tion and moreover proved the enediol formation in the course of that fermenta tion.
He presumed that the fructose molecule may be converted to glucosone at first, then transformed into pyranose form, from which kojic acid may be derived after splitting two molecules of water. The author have yet no conclu sive proof to explain the mechanism of rubiginol, rubiginic acid or comenic acid formatino, but Ikeda's hypothesis seems to include a great deal of infor ation about the formation of r-pyrone derivatives from hexoses. 
